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[. STUDY DESIGN 

--------------------
Acute InJection Toxic it~ c+ Mice (OPPTS RED Section 
V(AI( ll(a)) 

449910-02 

Bacillus thuring1ensis subspecies israelens1s Strain 
EG2215 

4721-'JS 

Ecogcn, Inc., La:1ghome, PA 19047 

STILU.1F.ADOW, Jnc., Sugar Land, TX 77478 

Acute Intraperitoneal Toxicity Study in Mice 

Janice 0. Kuhn, Ph.D, D.A .B.T. 

April 7. I 999 

GLP Complaint 

B"'·il/us thuring~ensis subspecies israelensis Strain 
EG22 I 'i appear to be toxic in mice, when dosed at 2.63 x 
I O' cfllianimal, LD,0 , I O" spores . 

ACCEPTABLE 

Test Mater,C!,L Batch number DBI-8251-120 contained the microbial pest control agent (MPCA), 
/!acillus thuringiensis subspecies israe.'em·'·' Strain EG2215, with a calculated 
concentration of2.(,3 x 10 111 cfu;mL 1

. 

Test AnimaJ!' I wenty-tlve male and female mice strain HSD:CD. were received from Harlan 
>prague Dawley. Inc., Houston, TX. They were assigned and weighed, 21.0-29.7 
,c, and I 9.2-24 7 g, respectively at the commencement of the study. The test 
animals' ages were l ')d. The lest animals were housed 5/cage (male and lemale 
r·1omed separately 1, in polycarhonale with stainless steel wire cover. The test 

'C>lculated and responsibility of the Sponsor. 
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nimal's nutrient source was T'"Formulah #5008 (PM! Feeds, Inc.), and water 
snurce was municipal tap wat~r supply. analyzed hy TNRCC Water Utilities 

Pi vision. 

Rats were ear-tagged and assigned to treatment groups (Table l ). A stock microbial 

test substance was prepared (2 63 x l 09 cfu/g), and diluted for appropriate dose 

levels (1 06 cfu/0.5 mL, 107 cfu/0.5 mL, 108 cfu/0.5 mL) per test groups. A second 

sample of I 06cfu/0.5 mL was autoclaved 120 min, 115 oC). The rats were 
quarantined (5 d) prior to dosing. The enviromnental conditions were maintained 
in the following format: Temperature 22 'Ccc3 ''C; Humidity-30-80%; Light/Dark 
cvcle · 12 h; Air changes 11)-12/h. Treated tesl animals wert: weighed un 

treatment, 7 and final (day 14 or day ofdeatlll. The test animals who died before 
s~heduled were sub;ectcd to gross necropsy. Signs of Pharmacologic/Toxicologic 

effects and mortality were observed 3 times on treatment day and once daily, up to 
14 d. Each surviving treated test animals were euthanized by C02 inhalation on day 

i 4. 

I RE~' l. 1.' S 
Mortality: ·1 wo male and 3 female treated ( 1 O' du) test animals, within 24 h period of 

inoculation. 

Bodv Wei c~1ts 
Uverall, both male and female test animals gained weight for the duration of the 

S' udy (Table 1) 

Table l: Average Weight Gains with Time: Dose Level/Animal 
------·-

nose I .evel (• T; I, Male H .Veif~hl (g) Dusc I ,.,,cl (C ! U) I cmale # Wetght (g) 

(I d 7 d I...J d Od 7 1 14 d 

I 1 - !_<; 2 ._,, 'I I ~ :; (I Inaclli'.Jted [11'' 1-:)- 20 22 .. ~ .'5..-l 27 _\ 

I J" -' l - 25 2'- 'I " ;.:; 2 j(i'' ~() - J() 225 !) (I 27X 

II ; I - 35 2 =~ :~ :7 \) ](i.j. 10-, "1(,- 40 224 :6 I 270 

41 -45 2(o.('•* ~ ()_7 \2 _() 10' ~6 - 50 22.4 2:if)** 26 X 
--------· 

* !\ =- \ ** ]\ -

Clinical Observation.: 
At 4 hand l d observation, 5 treated (lox CFU) male mice showed a decrease in 
activity, and 2 deaths occun·ed respecti\ely. One treated (10' CFU) female mice 
displayed ptos1s, diarrhea and sof\ feces, and 5 displayed a decreased in 
<!cfecation/activity at 4 h observations. On day 1, 2 female mice displayed a 
decreased in defecation and .lmortalities. 
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Gross Nccrc[>_'U: 
i\ccropsy studies in the following treatcditenninated test animals were 

-Male 42 

• Male 44 

,. Female 46 

·Female 4R 

.. Female 49 

1 r r. DISCI SSJON 

Liv(~r pale and dark at edges; .spleen dark at distal tip 

Liv~r pale and dark at edges; spleen dark at distal tip; red-brmvn gel in 

intestinal tract 

Stomach mucosa reddened; spleen dark at distal tip; liver pale and dark at 
edges; red-brown gel in intcstina1 tract 

Liver pale and dark at edges; ~plecu dark at distal tip; red-brown gel in 
intestinal tract 

Lungs mottled:. liver pale am~ dark Jt edges; large intestine ernpt:·1 

Within 24 h n r 1 reatment, 5 (2 males and 3 females) mortalities occurred, when the treated test 
animals were do,ed at I 08CFU. Necropsy studtes on the decease animals showed a pale liver with 

darkness around the edges, darken distal tip on spleen, reddish-brownish coloring in the intestinal 
tract reddish mucosal stomach, mottled lungs, and emptied large intestines, Bacillus thuringiensis 

subspecies Isruelensis Strain EG2215 appears to be toxic: and/or pathogenic in mice, when dosed 
at 108 cfi.t/annnal, LD;o > 107 spores. The packet classification is ACCEPTABLE . 
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